Temozolomide, sirolimus and chloroquine is a new therapeutic combination that synergizes to disrupt lysosomal function and cholesterol homeostasis in GBM cells www.impactjournals.com/oncotarget/
Exosome measurement
Exosome immuno-adsorption and detection was performed with FACS. Cell culture supernatants were pre-cleared by different centrifugations at 350 rpm for 10 min, 2,000 rpm for 15 min and filtered with .22 µm filter. 10 ml of pre-cleared supernatants were incubated with anti-CD63 magnetic beads (from Biovesicle Inc.) overnight at 4°C. Extracellular vesicles (EVs)-beads complex was washed twice in buffer (Biovesicle Inc.) at room temperature. EVs-beads complex was incubated with PE-conjugated anti-CD81 antibody for 30 min at 4°C. Antibody-stained EVs-bead complexes were acquired on BD™ LSR II (BD Biosciences) and data analyzed with FlowJo software (Tree Star, Ashland, OR).
